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Sn?ti. K^^' , *=on«»»™'Jg a n"<=l«c acid is dissolved in a buffer containing a surfactant and a base. The solution is heated 

acid can be isolated fiom a sample simply, easily, rapidly, with high yield and in a fomi suitable for PCR amplific^ton 
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x(D^m(Dmmmmi-i±ui^^^y':t^iyv ^^mm (dna) . t.fci-iv^<mm ( 
^]) ?^9-^mmKj:t^ (PGR) m<omm^j:^^ ^M(Dm.m<Dmm^mm^fc 

(«SlJi-Sii^S^^(C;feo:rc (^g^ff:^ 4 . 9 6 5, 1 8 8-^) „ PCR^ 

^hKmmtvxm<o pcr^^, M-St-^-ft^/i-Kx^mmmmiifmtJti. y 



wo 2004/094634 PCT/JP2004/005811 



I^^^N-cr^^ryV' Il2i|g. 1989^, ^3^. :RE3-E4) y^7;r hn 

/\^mzm.m^-^s iJfei^m. ^m^-^S);^?* C^'J+l^fF^a 8 9,0 6 3-^^fc:Ji«|# 

012 0 0 0-3 4 2 2 5 9-^^^) ^>aSffi V^ btLTV>:feo bftir#<?5^fet*. 
¥9-3 13 18 \ ^<i^m o b;5-L. *5j;tJ«^ 
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*^§^<Di^Mf*> t^3^^^fc>«!ig. ffl3i;6^oi^ii5i^-c\ ^m^^m-t^:^^^^ 

(1) mm^^t^mm^^mm^mm'r:s>^m-vh<>x. ^nn^^mm 

(2) ttim^^^i^Mi^ h y 4 h x-ioo i^^mU) Xh^^ (1) 

(3) SfF|B:^^SNaClt?fe5, (1) ^;fef:i (2) (D^m. 

(5) ttriBt^:3^;dSjfiL^^-t?fe§^ (1) ^ (4) (^^^^^^^^^^^^ 

(7) t&iB^«?^^s x-ioo i^mmm) Rmaci^^t^mm 

mxh^s (6) <D^y ho 

m 1 f^.QIAamp DNA Mini KitSrfflVNT^ilbircD N A^|^^10^^f?^^ljT*% 
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) > (B) . (C) {i, ^tl-^etb 1 / 1 0 . 1/10 0. lyiOOOfC^H^L 

fcDNA^^^^ffiVNTPCR^frofc^m^^i-o Mf*^^^-r-;& - (lOObp 1 
adder). # :a.yK^#-^fi;^^||:-^t?fe;5„ 

Ii|2{i. QIAamp DNA Mini Kit^m\f-'Xmm\^tiDl<f Amm^RJt>m^^& (l 
2. 5 Ail) ^*nb. PCR^^fofci^:i:%:^i-0 'T?&6o M{*5^^^»-^- 

— (lOObp ladder). ai7W(7)#-^{i;^#:#-^T'feSo 

mati.GFX Genome Blood DNA Purification KitSrffl V^T^il b/cD N A^l^ 
^M) -efeSo Mti:9-?-»-^^;& — (lOObp ladder). 

•t?fc5„ (A) . (B) . (C) fi. ^tb-^ttl/lO. 1/100. 1/10 

El4(t.GFX Genome Blood DNA Purification Kit^ffi V^T^H LfcD N A^^i^ 
4-^-:^7-(100bp ladder). # ai/KD#-^{^:|^#:#-i-t?fe So 

0 5 ft. ;*:^ig<^mil:^?fe{;iJ;«9mjllbfcDNA^?Ktriof§#^^^ij"T?#f^b 

^^_;^_(100bp ladder). =g- a./WO#-^fi;^^#-^-efc (A) . (B) 
fi. ^tL^^tbl/lO. 1/1 0 Olc:#5^UfcDNA^?S^^V>TP CR^fro 

PCR%=fTofc^m<lr^i-0 (^f^K) -C&So Mii5>^S-^— ;!&-(l00bp ladde 
r). 

< 1 >mm(Dmm:tm 
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Tris-Emmmmt Mci^^i^it, ~^micm\^^htl^lOiM Iris-l 
3~l/l00{cf,^SJ: 5^=fci'J^T'm;&PLT. l^;;jsF^^^i-:5o ^^J:<^^-f-^fcJ6 

-1 0 0 0 m-^mih) ^^ffivNT^Tpr ^t>-c#5b. ^xn^xhiiw m 

loor. J; «90^L< 9 0°C~1 0 0°C. #t;i^f^U<fi9 s-c-i 0 o°c 
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^^Mv^5fe#:«#{^:ilJ|5B$tl.-f. ^/i-mi^mmc-^m^m\^^hf\.^m.i^^mif 

tt^X-^^ Sephacryl S-400HR, Sephacryl S-500HR(V^-f T-^i/ 

^ My^^C ^(DUi^-^, CHROMA SPIN-1000 u >^ 5/ Ifc) 

CENTRISPIN-40 (PRINCETON SEPARATIONS|±) >fe ^{C^^ tt§fe^^#tf -5 - ^ iiS 
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tm. m^l-f. Naci) ^-^tpM«?S%v^9„ =^ >:/ h Jc"^^ ttS '^^/^ 
P C R ffi (O^HJ^:/ 7 >r — Sr-g-tf t> (O -e o T ^> J; V \ 

< 3 >mmmmmmm: 

n.. im^m^ximi^^. ^<d^, ^muK:i3\,^x^m^ti^o ^mm^x:$^m 

ti?>h(DXi'if3:\f^o 
1. DNA(D^m 
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QIAamp DNA Mini Kit (QIAGEN&) ^MV^TifiL^^^^N-zO^feDNA^milb/cio * 
■fx jfiL^K)|Sf 2 0 0 jul?r=^y hiC^McOQIAGEN Protease 2 0 m 1*5 J: t/Buff er 
AL2 0 0 iilhrn^X^, 1 5#^VU7^5/i?;;<. Lfcm^ 5 e'C'Cl 0 i}-^-!' V^J^^-^ 
- h LfCo mz.y^yd-^'^^^^X^Xt^i:, 1 0 0%acj5'y-/i.2 0 0 jul^^^JPb. 1 

6 0 0 0 gT'l:»-^.i>UTDNASr;{;^Af-Pi^*$-&fCo 
#m<^Buffer AW1^5 0 0 /zm;?JPLT6 0 0 0 g 1? 1 bT?5fe^t $ (31 

^rf«©Buffer AW2^ 5 0 0 ;z 2 0 0 0 0 g -TrS^^^L^ bT?$fe# bfCo 

VNTXb°^-;^;^A%^bVN5=-r.-:^(c:^U. #Jl(DBuffer AEil: 2 0 0 a 1^;&P b 
TM"ei5>J^Cttbfc^, 6 0 0 0 gt?l:»-3i4''bTDNAttm^^^{Hbfc„ 
mil(2:Mb:rc^^ji 2 5i>Tfeofc„ 

J:-5DNACD#1I) 

GFX Genome Blood DNA Purification Kit(Amersham Biosciences^) ^^VnT 
mmmct^ 6> D N a b^c„ mm.^ ^O^nlh^^V JC#Jl<©extractio 

n solution (;«^;^ h t3 if 5, ^ >c v^-g-^) 5 0 0 /tl^^il-^u. '^fV'rv-^y^ 
br^?a"t?5:$>^;fefeSbyh„ w(^?l'a'l^<Sr#Jl©GFX:;&^j^}c#b. 5 0 0 0 gX' 
l^P^^'i>bTDNA^K^^-^fCo ^bJC, #Jl(7)extraction solutionis 0 
0/xl^;bPbT5 0 0 0 g-T?l5j^r«1^*.L^bTSfe^^bfCo J^V^T. #JR<Owash solu 
tioniS 0 0 /iim;&BbT2 0 0 0 0 g T' 1 bT?5fe^^ b^o 7 A L 

V^^^'-:;f-v^L. ^fe7 0't:tJ:^fcfcdey h#mOelution buf f er 1 0 0 1 
?r^;&qb. ^ifC i :$>JJcgb;^#, 5 o o o g i? i :§>iiii:,^b. DNAttttl^i# 
fco ¥^JiiMbfc^P^{t 2 Or^-Xfeoyto 
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ifiLl^ 2 0 M U^mm^mmmaom Iris-HCUpHS. O. ImM EDTA, 0. 5% h 
V X-100.2M NaCl) 1 8 0 m l^^IP;tT 3 #^!^^ 9 8 'Ct? 5 :5>*Pfi LfCo M 

#: : CHROMA SPIN-1000(CLONTECHtt)600M 1^:^ t°^^;& ^ A : MicroSpin Empty Co 
lumnCAmersham Biosciences^fc) {C3fea 7 0 0 gX^ 2 ^mm'bVXlHU<^m^m 

xmmv. 5 0 0G-X?! o^mm»L^\.tcm. ±mi 0 0 ,,i^^izi^mvf;i>f7UM 

2. PCRRJts 

mm^titcDNAmm(Di oi^^^m^ii (xio. xioo, xiooo) ^-m^u. 

tb^^^td^VN, l/^-f-s'-fJl/g-globin (human) Primer Set {^$^^7^^^^^ 

m-±. 1 0 mM Tris-HCl (pH8. 3) . 5 0 mM KCl. 1 . 5 mM MgCl^. 2 0 0 M d 
NT? mixture. ^0. 5 ;z M© iS -globinal^^^ ClB^iJ*-^ 1 : mm-^4X2 6 2b 
p) Wmm':f^4-^-(m2 9 Rx^mss (iB^iJ#-^3) 0. 6 

2 5U Taq DNA Polymerase :tf 9 t L. ^MDNASrl nl 
^ta-il 2. 5 n iMl^X, mmm^H^OX2 S ^ l t PCR(7D>^ai^^A 

'^4t^/^yxm\ Mm^7 2'cx5^mRj;^sV±. mmm^i^Gf, i^3%t^ 

o 

3 . 

3-1. QIAamp DNA Mini Kit (Jt$JjM 1 ) te: J: «9 ¥^LfcDNA^ffiV^fc P C R 
1 0|*JiS|.;5*t>-:ett-€tLQIAamp DNA Mini Kit^M V^T_bfBitt!^M 1 CO J: 5 (ClD 
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3-2. GFX Genome Blood DNA Purification Kit (itigM2) {31 J; t) b ^ D 
NAt^fflV^f^:P CR 

1 onm^^^tl^tiGFX Genome Blood DNA Purification Kit^MV^T_h|B 
i^mm 2 O J; 5 f^iDNASrttffi P C Rfefc J; ^ D N Aco^TliSri^^fc r ^ 

iaW^«;5S^5fe$tl.-CV>5r i:;$S:j:>d=»o^c (134) „ 
3-3. (^JfeMl) J; ^ilbfcDNA^ffiVNfcP C R 

DNA(7)^il^gi^fci^^5. ^roS^^T^l 0 OS^(Dl^Wi(D^>^^U-Mxm 

nTV>5;i t;eSiP36io:fe (0 6) o 

t::^;0>^^:be>-r. PCR{J:*5VNT|^^£i_hOJi4iSDNAft;$S#e>tLfe^t;6^e>. 
}Ci«MT*DN A^**tt|T?# :6^t Ti^i^f)^ V) ^ ;a>oP c RPfi^i^^t,^^ j: < |^ 
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2. mm^^m^m-^^ h 9 h> x-ioo mmmm) xh^. m^mnc 

7. BulS^«M:dSh7-l' hl^ X-lOO (^^m;^) :S.t;«NaCl§r^tpMflf?^T* 
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SEQUENCE LISTING 

<1I0> ARKRAY, Inc. 

<i2o> mm(omm:^m^j: b mmmmmm (D^^h Rv^mm 

<130> G872-0PC4071 

<150> JP 2003-116916 
<151> 2003-04-22 

<160> 3 

<170> PatentIn version 3. 1 

<210> 1 

<211> 262 

<212> DNA 

<213> Homo sapiens 

<400> 1 

ggttggccaa tctactccca ggagcaggga gggcaggagc cagggctggg cataaaagtc 60 

agggcagagc catctattgc ttacatttgc ttctgacaca actgtgttca ctagcaacct 120 

caaacagaca ccatggtgca cctgactcct gaggagaagt ctgocgttac tgccctgtgg 180 

ggcaaggtga acgtggatga agttggtggt gaggccctgg gcaggttggt atcaaggtta 240 

caagacaggt ttaaggagac ca 262 

<210> 2 

<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> primer 
<400> 2 
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ggttggccaa tctactccca gg 

<210> 3 

<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> primer 
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<400> 3 

tggtctcctt aaacctgtct tg 
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